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jel An abbreviated version of this protocol was published in eLIFE in Apr 2020 
STK25 suppresses Hippo signaling by regulating SAV1-STRIPAK antagonism 
DOI: 10.7554/eLife.54863 


Detailed protocol 


Cell Lysate Dephosphorylation Assay 
1. Culture 293FT cells to approximately 90% confluence on 35 mm polystyrene tissue culture plates. 
2. Aspirate or decant media and wash cells gently once with 1 ml of ice cold PBS. Aspirate excess PBS. 
3. Add 1 ml of PBS to each plate and scrape the cells with a cell scrapper. Transfer the cells to a microtube. 
4. Spin down the cells at 900 x g for 5 min at 4°C. 
5. Remove PBS and add Lysis Buffer supplemented with 1X EDTA-free Protease Inhibitor Cocktail. 
(Do not add phosphatase inhibitors, such as sodium orthovanadate, since they inactivate CIP.) 
6. Incubate the cell lysate on ice for 20 min. 
7. Centrifuge at 20,000 x g for 20 min at 4°C. 
8. Collect the supernatant into new microtubes. 
9. Determine protein concentration by the Bradford assay. 
10. Add 30 ug of the cell lysate into each microtube and keep the sample tubes on ice. 
11. Add 10X CIP Buffer and 1X EDTA-free Protease Inhibitor Cocktail to each sample tube and mix well. 
12. Add 3 pl of CIP (10,000 U/ml) to each sample tube (use 10 U of CIP for each 10 ug of the cell lysate). 
Add 3 of distilled water to the control sample tube. 
Bring up the total volume of each reaction mixture to 30 ul with Lysis Buffer. 
13. Incubate the reaction mixtures for 12 hr at 37°C. 
(reduce the incubation time if protein degradation is a problem). 
14. Add 5X SDS sampling buffer to stop the reaction. 
15. Boil samples for 5 min at 95°C. 


16. Save 10 ul of each reaction mixture for Phos-tag gel analysis and store the remaining samples at -80°C. 


Recipes 
Materials: 


1. Lysis Buffer : 20 mM Tris-HCl (pH 7.5), 150 mM NaCl and 0.2% Triton X-100. (Do not add EDTA since it inactivates CIP.) 
2. EDTA-free Protease Inhibitor Cocktail : #11873580001, Roche 


3. CIP Buffer: 50 mM Tris-HCl (pH 7.9), 100 mM NaCl, 10 mM MgCl, and 1 mM Dithiothreitol (DTT) 


4. CIP (calf intestinal phosphatase): M0290, New England Biolabs 
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